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Hon. Assistant Commissioner 
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Washington, D.C. 20231 

Sir: 

I, Richard J. Cristiano, declare that: 

1 . I am a citizen of the United States, residing in Pearland, Texas. 

2. I am the Richard J. Cristiano listed as an inventor along with Dao Nguyen on the 
above-captioned application. 
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3. I am also a 0 author f Nguyen et aL, entitled "Enhancement of gcoe transduction m 
human carctaoma cells by DNA-danmglng agents." published in Pro* Amer. Assoc Cancer Res. at 
Volume 37, page 347, March 1996 (attached). 

4. F. Spitz, M. Kataoka, S, Wienie and S. Roth arc named as co-authors on the above- 
mentioned Nguyen et al paper but are not named as inventors of the instant application. Dr. Spitz 
and Dr. Kataoka were clinical fellows, working under my supervision and control, who were 
involved in the manipulation of animals used in that study. 0* Wiehle was a Senior Research 

-f^" A^efcte, working under my supervision and control, who was involved in animal manipulation 
A sAs S and vector preparation. Dr. Roth was the bead of the Department of Thoracic and Cardiovascular 
Surgery at MX». Anderson, in which the reported study took place. None of these individuals 
contributed to the conception of the invention claimed in the instant patent application. 

5. I hereby declare that all statements made in heroin of my own knowledge are true 
and all statements made on information and belief are believed to be true, and these statements are 
made with the knowledge that willful false statements and the like are punishable by fine or 
imprisonment, or both under 18 U.S.C. §1001 and may jeopard the validity of this application or 
any patent issuing thereon. 
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EXPERIMENTAL THERAPEUTICS 



#2364 Wednesday. April 24. 1996, 8:00-12.-00, Poster Section 14 
Development of n adenoviral vector system which confer* gene « P j^ wWA 
neoplastic crib- Chang. I, Crystal FLO. Deisseroth, A3. Ine (fewr- 

Medic* Center. New York. NY 10O21. and Yale University School of Medicine. New 

H m Section ^ciency of adenoviral (Ad) veeux, has made it or* offte 
roost commonly used vectors, but the transduction of this vector into norm J «tts^ld 
the use of the Ad vector. The objective of .his study - « to develop ^ Advecior 
system which would confer upon the tumor cells spcc.fic c ^™*«"*^ 
te^ulic genes. We have generated a recombinant Advector. ^[^£z£ 
it io^rious cell lines for its targeted expression « f^^J^^^f "J 
replkatioa^ef.cient Ad vector containing the human UpUstin f^^^ ™ 
UcZ gene. L-plasun is constitutive* expressed in many types o ^f^.^^ 
oTsobd tissues and not expressed in normal tissues, except for the 
As is wcU known.~Ad vectors infect only poorly or not at all early hematopoietic 
n^toli^T^ "lis. Infection of Ad.LF.Lac2 or AdCMVi^cZ(con^ vcc£ 
containing the CMV promoter) into the human ovanan carcmoma ceU Ime^or the 
hZanrnLnmary cardnom. cell hnes. the normal fil>roblast cell >^££*£^ 
cell line, showed tumor-specific expression of 0-galactos.dasc by ^.LPJ^cZand 
compile strength of both (L-plastin and CMV) promoters m tumor cdlsjnl temo- 
^Skcctls such as U937, no measurable 0-galactosidase acuvuy was detectd I from 
cXInteed either by AdXP.LacZ or Ad.CMVi^c2L These resulusugs^ 
o^crirxion of therapeutic genes from the AALP-vector system would be restneted to 
L-plasun expression positive carcinoma cells. 



#2365 Wednesday, April 24, 1996, 08:40-08:55, Room 32 

Gene therapy targeted by ionizing mdialion inhibits ^^^^^ 
tumor cefl 'mitotic rate and Increasing necrosis and *? k ^ *f^^ H £ 
w„ - ! p ceune wj* Hanna. J.D. Wayne, S. Seetharam, D.E. Hallahan i. 
MSEi and £ ^^^epartn.nTof Elation «f CeUubr Oncoio„ 
and Surgery. Univ. of Chicago. Chicago. IL 60637. ijm a 

Intramrnoral injection of an adenoviral vector crmtammg rad^.nd^bfc 
sequences of theEgr-l promoter linked to a cDNA encedtng TNF-« (Ad^-TOF) 
ItSef, hunJ^oresisunt tumor xenograft (SQ-2DB) u» the cyuMOxic eftects of 

ZLg »d>«ioo. Histological »«"y* W V * n,mor £3 

combined ireamem rc.ealed . signified increase in b«h «cros.s "f^" 
infiltration ad i decrease in tumor cell mitosis. Significant growth delay 
folS* injections (2 X 10» PRI Ad.Egr-TNF) and SO Gy when compared with 2 
£SLdMGy*W,day 14 (p « 0.05) and day 3 1 Cp - 0.01). Tumor, re«rvmg 
4 h^ns + 50 Oy dononsw.ed V'ficam growth Wubitioo compared ».* buffer 
in^cS controls ( P = 0.01). 50 Gy alone <p = O.W) and ^alone = 
,7) Increasing the number of injections to 5 (+50 Gy> produced further grow* 
ahibidon. Tumors in *e combined group (Ad Egr-TNF + -J* 
unite compared with buffer injected controU (p = °;°™>j» £Srin 
and veoor alone < P = 0.0003. day 17). A, 14 ^tT*^^^^^ 
were sismificantly increased following exposure to radiation. These studies suggest TNr 
™riZS2**X to produce groU inhibition duoughn^d— mvohrnjgan 
™«sc in both tumor necrosis and leukocyte infiltration and . decrease .. tumor cell 
mitotic rate. 



#2366 Wednesday. April 24. 1996. 8*0-12*0. Poster SccttooM 
Adenoviral mediated p53 gene therapy enhance. "^^^^J^T 
cancer cell lines. Spitz. F.R. Nguyen. D. Skibber. J, Mcyn.IL. Cnstunc, RJ, Roth. 
J A. Uiiiycmtycf Texas MM. Anderson Houston Teas 

The p53 suppressor gene has been denK»*ra<ed to 

response to radiation. Mutation, in the p53 gene occur » up rf "J**"* 1 

e^s. These tumors are often tre«ed -W. muhimodaliry therapy 
P^ne ti^sfer i«o colorecu. carcinom. ^J*!^'^ 
SWJ37 KM12L4) was performed utiliring the n^Oealiwi-c^went aderwvmB 
S Vp53. To evaluate ieeffect of wildtype p53 expression «, r^ s^uvtr, 
^formed ctenogeoic survival assays ^ tumor erowu^experu^ foUowmg 
Ad5O0/p53 infection. The results indicated ft* infecuo. wHh 'J^^JT' 
tod the «0 lines: the survival for the SW«20 toe « 2 Gy «s reduced fr«u55%» 
23*. FACS ToT -uuysu indicated increased .pontes , m ceH. 
Ad5CMVp53 prior to radiation. Similar results were seen in the SW837 and KM12L* 
c^^. S.bc-™ SW620 xenograft, b nude mice ^e^eated » vrro by duect 
mtrumora! injection of AdCMVp53 followed by 5 Oy »«fi*o«. Tte dcUy » 
IcsTowth to cootiol. tumor size of 750 mm' was 1 thy for 5 Cy. 10 days for 
ASo^Vpn. and 24 days for Ad5CMVp53 + 5 Oy ^^^^^^^ 
Tto^dat. indicate that the defirery of wildtype pS3 to cells with p53 tnuBtwn. 
?^Le» uVir radUawo sewitrvuy ^ to 
atcd geoe therapy. ■ ■ 



#2367 Wednesday. April 24, 1996, 09:25-09:40, Room 32 

Ptose i clinical experience of biterieukiii-2 (IL-2) tberapy. RE Sobol. DL 
T^r-oZMA^aiietl, 1 C Van Beveren, D Mercoi. LR Sotilh*. RM 
So\new*. S BrostorT*. O Porigo. H Fakhrai D Carfo* «»d II *^J*»<> 
gjZnTte* Cenur and '/^ Response Carport SanDUg CA 91121 

We are evaluating IL-2 gene therapy comprising subcutaneous (SQ m^raooo 
with a mixture of aulo*ogoos irrftdiated tumor cells and IL-2 transduced fibroblasts in 
patients with colorectal carcinoma or glioblastoma multiforme (^^^^^ 
received at least 3 subcutaneous innnunizatioos at 2-4 week intervals. There have been 
no significant changes in complete blood counts, serum cheniismes or unnalyses 
compared to pre^ieatment values. Delayed type hyperseosiuvjry reactions ^^ °[ 
oV subsequent vaccinations were observed in 3/5 patient* inmtytng the 
SuSoTof irnnScal memory ^^oosies of the 
the third iamWation revealed subcutaneous and dermal pemascutar *Y<^^£ 
eosinophilic infihrates. An anti-tumor ixornune response o^Aated m prt ^ 
cytotoxic T cells was demonstrated in the 1 patient analyzed to date. Oimcally. 2 
2rie^ have had stabilizadon of previously rising CEA levels dunng the course of 
S T^ paderTwitb the most c£rnatic DTK like skin reaction has had stab.Iizaaon 
c^vlo^^rging abdominal metastases on CT scan. Tumor r^ecrosxs was ob- 
t^ZcT s«r!to?patient with GBM. In an additional colon cancer patient treated 
b7dire« tumor injection of IL-2 transduced fibroblasts, tumor necrosis was also 
o^tedTci Sl Tbese findings suggest that these forms of IL-2 gene therapy 
are well tolerated and warrant further clinical evaluation. 



#2368 Wednesday. April 24, 1996. 1:00-5:00. Room 20 

Eradiation of erUbttshed metastatic murU^ tumors f^wing^c^medtated 
<rf IL-H «we tntn the skin. Rakhmilevich. A. Turner, J, Ford, M, Sun. W. . 

ttiJZZ* duetto. IL mt "Uni, Wisconsin Conpr. Can. Or. 

^tvJLd the antitumor effect, resulting from in W» p^^ted deKvery 
of » IL-.2 cDNA expression vector into the dtin tissue ^ f™ 1 ^ 
^.ablished intradcmal tumors. Direct skin transferor, wtfh die IL-12 gerK:. resulung 
STproducuo. of ^nVnanogram quantities or IL-12 proton in the v.otuty of *e 
mrnor ^u«d complete regression of the treated tumors .n several munne m« 
^'s. Om7l-4 rLtmerS with IL-12 cDNAncoated particles were rejuued to 
^euTrLrUon of established (0.4-0.8 emin oiame*r) solid tumors. Moreover. 

delivery rented in ^suunic «,.itu»or '^J^™ 
ies» *e cure of esublisted visceral meustnses. Theandtumor effect, «^ W 
w „ CD8+ T cell-dependent, and led to the generation of tumw-specific 
Sl^^.Tneser^ggestu^e^c^ 
IU-12 cDNA may offer 1 simple, non-toxk and useful approach for hnmu. ameer gene 
therapy. 



#2369 Wednesday, April 24. 1996. 8:00-12:00, Poster Section 14 
F^nranent of gene tmnsdocUon in human carcinoma cells by DNA-*un.g«g 
nllil FKa. ro &. M. Wkhlc S, Roth. JA, Cristiano. R- Section 

Univtnin of Texas MD Anderson Cancer Center. Houston. Texas. 

V^ZZL viruses «e popul- vecu« for gene therapy of bemgn or rnaltgnan, 
dis^S^es «»ed M^miring urge, cell trwsduclion of 
J^t SSetSTg the viral titers may minimize vecJOMetot* ' ""^^^^ 
inhuman hmg cancer cells who cU^iaiiumtuxlicWcTOCisplaon (CDWpnor » 
SSon^ In^noviru. expressing (Adv/pGa.) W»« ' 
plxter gene trawduction that s«s 2 to 2J Wd greater than oon ^^« 1 '^'^ 
^xn«sionrf E BGal gene c<eorred only m eem that were tre^ wi* 0.016 toOOM 
^r^^ysprior u, gene uJfer. ^'^^T^^^^ 
goZs cancer celb but Toot in primary normal human brondhial W^J^J™ 
alsfrLd in CDDP-treaicd H1299 ceOs transfected by other *^ 
n^Snme or conjugated Adv/DNA complex) carrying rhe JGd pUsrmd. S rmte 
»ptu^Sl299 cilUto DNA^anugmg ^ bm not «, »chercU^anar«. 
ptiXdrup icsulted in the same degree of elev^ed reporter tJ^^^Z^ ^ 
8CH1 ge«^nsducuo« was increased m M1299 tumors mjected , vnth ."v/^on^ 
ZZl Tto not day 6 following umuperitoneal CDDP «lnunis»^oc, to ^<££ 
L^rne SigrL. ceUs but not normal cells to CDDPresulted u> a 
n^ur^-dependent, vectrx-ir-fcpenden. enhancement of foragn gene O^dueuon 
^i^Tlv^esuns suggest a new. more-effective strategy of gene thempy for 
SS' m^^.g serial combination of CDDP and ^^svmeduued 
gene transfer. 



3*2370^ Wedriesday. April 24, 1996,. 09:10-09^5. Room 32 

Gent tberapy for hang caocer, Ei^iK«n*nt of tumor soppre^byji combtna- 
^J^ratemVccll^ and ao>novlr»-inedUted p53 gene transfer NgoyetxD . 
^n^R^ IA. CrUtiano, R. Section f f ^*S?S 
h^rvn^i of Thoracic and C*n£io«xscuLir Sultry. University of Texas M.O. Ander 
son Cancer Center. . Houston. Texas. . 
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